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Applicants respectfully submit that the 
Examiner's Answer (Paper No. 20) overstates the materiality of, the cited references in at least two 
specific aspects: 



(1) the teaching of alkaline pH in a cell disruption method; and 

(2) the evidence of motivation for one of ordinary skill in the art to combine the teachings of 
the cited references. 



Alkaline pH 



As particularly evidenced by Example 2 of the present application (pp. 12-15), the 
Applicants, when testing a series of sonication solutions of different alkaline pHs, noted an 
enhancement of cell disruption at pHs of 10.46 and higher. This result is graphically depicted in 
Figure 1 . In order to achieve the pHs of 10.46 and higher, the solutions were pH adjusted with 
KOH. 



In contrast, the alkaline solutions of the Buck and Robson references are standard buffer 
solutions for PCR reactions. The alkalinity of these solutions (pHs of 8.3 and 8.8) are only those 



necessary to assure optimal performance of a PCR reaction subsequent to cell lysis, not to 
enhance a sonication cell disruption method. 



The Robbins reference does disclose a solution having a pH of between 8 and 11. 
However, this is not the solution used to lyse cells. Robbins specifically teaches a eukaryotic 
yeast cell lysis solution having an acidic pH of 4.5-6.5 (see column 3, lines 28-32). Such yeast 
cells are not difficult to lyse and are not considered to be refractory cells, as are mycobacterial 
cells. The alkaline solution of Robbins is a post-lysis solution used to enhance extraction of 
nuclease, protein and other alkaline soluble materials (see column 3, lines 45-49). 

Thus, it is respectfully submitted that the alkaline pH used in the claimed methods to 
enhance sonication cell disruption is not taught by the cited references. 

II. Evidence of Motivation to Combine Teachings of References 

With regard to the above-discussed teachings regarding alkaline pH solutions, it is 
respectfully submitted that there is also a lack of evidence of motivation to combine the teaching 
of Robbins with those of Buck and/or Robson. Specifically, Robbins (the only reference that 
discloses a solution with a pH of 10.46 or higher), does not use such solution in a cell disruption 
method. In sharp contrast, Robbins uses an acidic solution in its cell lysis method. Also, as noted 
above, Robbins relates to the lysis of non-mycobacterial, non-refractory, eukaryotic yeast cells, 
and as such is not particularly relevant to the claimed invention. 

Thus, it is respectfully submitted that rather then showing any evidence of motivation to 
combine the teachings of Robbins with those of Buck and/or Robson, the disclosure of Robbins 
teaches away from such a combination. 
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